[Abstract] This protocol describes measurement of direct protein-protein interactions by actin co-sedimentation assay. The actin co-sedimentation assay is a well-established technique and has been commonly used to demonstrate binding of proteins that interact directly with actin filaments (Ahrens et al., 2012; Mehta and Sibley, 2010; Schuler et al., 2005; Singh et al., 2011) .
2. Pre-equilibrate a Superdex S200 10/300 GL column with a minimum of 35 ml of G-buffer.
Note: G-buffer is used as both pre-elution and elution buffer.
3. Load 0.5 ml of actin (2 mg/ml) onto the Superdex S200, and run column in G-buffer at a flow rate of 0.5 ml/min, and collect column fractions corresponding to elution volumes of 12-15 ml for analysis. 
